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Enzyme El a 


Enzyme E2 


Name 


Restriction 
site 


Selection 1 of 
the fragments 
by cleavage 1 
(step a) 


Name 


Restriction 
site 


Selection 2 of 
the fragments 

by cleavage 2 
(step c) 


Optional 
selection 3 of 
the fragments 
(steps e and f) 
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Genomic DNA 



1 . Digestion with the pool 1 of restriction enzymes (at least 2) 
1 A: cleaves frequently; 1 C: cleaves rarely 




2. Ligation of specific adapters so as to select only the 

fragments that have been cleaved by 2 different 

enzymes PGR amplification with labeled and specific primers 




C =: adapter or primer corresponding to the enzyme 
1C, functionalized with a biotin 



A =; adapter or primer corresponding to the enzyme 1 A, 
- functionalized with a fluorophore 
carrying Ihe beginning of the restriction site of a class lis enzyme 2 




3. Attachment to streptavldin beads: 
1 St selection by elimination of the fragments A=A 




Eliminated by rinsing of beads 



4. Cleavage, with the enzyme 2, of the fragments A=C carrying 
the end of the restriction site of the enzyme 2 (the beginning is on A) 
= 2nd selection of fragments (step C) 



Fragments of interest to be analyzed by hybridization: 

derived from a double cleavage 1A/1C 
carrying the entire restriction site 2 
carrying an informative sequence of interest 
already labeled with a fluorophore 




FIGURE 8 



